Biolegend). The antibody for intracellular staining of SAP (1C9, Abnova) was conjugated to Alexa Fluor 488 or 647 (Invitrogen). Intracellular EAT-2 was stained using a rabbit polyclonal antibody (Proteintech Group) followed by secondary staining with fluorochrome conjugated anti-rabbit reagents (Invitrogen). For secondary surface stainings, fluorochrome-labeled antimouse IgM (Biolegend or eBioscience) and Streptavidin (Biolegend or Invitrogen) were used.
Bisulfite sequencing
For bisulfite sequencing of the SH2D1B promoter, the following forward and reverse primers were used for PCR: 5'-TTGGGGGTGAATTTTAGGTTAAT-3' and 5'-CACAAAAACACAAAACTCCTAATATC-3'. For bisulfite sequencing of the FCER1G promoter, the following forward and reverse primers were used for PCR: 5'-GTGGTGGTGTATGTTTGTAATGTTAGT-3' and 5'-CCTAACCCACAAAATAAAAAAACTTT-3'. For bisulfite sequencing of the ZBTB16 intron 1 region, the following forward and reverse primers were used for PCR: 5'-AAGTGATATTTTGAAGTTGGTTTGT-3' and 5'-TTAAAACCCTTATCTCCCCATAC-3'. Primers were designed using the MethPrimer program (Li and Dahiya, 2002) . PCR products were cloned into the TOPO-XL vector (Invitrogen) and sequenced.
Bisulfite sequencing genome-wide methylation analyses
For genome-wide methylation analysis, bisulfite-converted DNA was analyzed using the Infinium HumanMethylation450 BeadChip platform (Illumina). From each 450K array, a data report was generated using GenomeStudio (Illumina). An initial filter was applied to the data by removing all probes previously described as cross-reactive (n=29230), as well as probes targeting polymorphic CpGs with an allele frequency in the European population higher than 30% (n=1969) (Chen et al., 2013) . The output files were thereafter imported into the Bioconductor package lumi within R version 2.15.3 (Du et al., 2008) . In total, 65 probes targeting SNPs, 10699 probes mapping to sex chromosomes, and 7170 probes with a detection p-value > 0.01 in more than 95% of the samples were removed. Quality control plots at this stage revealed an outlier sample that was removed from the analysis. The outlier was likely explained by too low input DNA for the array hybridization. A total of 436,444 methylation probes were subjected to color adjustment and quantile normalization within lumi, followed by correction for probe design using the Beta Mixture Quantile dilation algorithm, as previously described (Marabita et al., 2013) . The lumi package was also used for generation of quality control plots and for multidimensional scaling analysis. Pairwise comparison plots and correlation plots were made using R version 2.15.3.
The normalized dataset was imported into the Bioconductor package
ChAMP, within R version 3.0. parameter where x is present. These data subsets, containing nine and ten parameters respectively, were converted to a binary .dat format using a python script (kindly written by Marcus Holm, UPPMAX, Uppsala University, Sweden). Then, Barnes-Hut t-SNE was conducted (code written in C++, compiled on OS.X v10.9.2, available from http://homepage.tudelft.nl/19j49/t-SNE.html). The resulting binary .dat files were reconverted to .csv using python script (provided by Marcus Holm and available upon request).
Graphics were produced using R and packages gplots, ggplot2, and
RColorBrewer. Before graphing, the most positive and negative per mille of the data was reduced to their less extreme border so that normalization would spread the data representatively.
Functional and phospho-signaling flow cytometry assays
For assessment of functional responses, PBMC were resuspended in complete medium containing GolgiPlug and GolgiStop (both BD Biosciences) and incubated alone or mixed at a 2:1 ratio with target cells. For cytokine stimulation, PBMC were stimulated with 10 ng/ml IL-12 (Peprotech), 100 ng/ml IL-15 (Peprotech), and 100 ng/ml IL-18 (MBL) for 18 hours, followed by addition of GolgiPlug and culture for an additional 6 hours. Stimulation with 100 ng/ml PMA and 0.5 μM ionomycin (both Calbiochem) was performed for 6
hours. Insect cells were coated with rabbit IgG using serum from immunized rabbits (gift of Dr. E. Long, National Institutes of Health, Rockville, MD) and co-cultured with PBMC for 6h. For assessment of activation thresholds, increasing concentrations of rabbit serum during insect cell coating and PP2
(Calbiochem) in medium were used. Following stimulation, the cells were stained for flow cytometric analysis. bright T cell subsets, were sorted from 2 CMV seropositive donors. Genomic DNA from each cell subset was treated with sodium bisulfite, purified and amplified by PCR using primers specific for the intronic regulatory region of ZBTB16. PCR fragments were cloned, sequenced and analyzed for CpG methylation content. Each row represents one sequenced PCR clone. Open circles represent unmethylated cytosines, and closed circles represent methylated cytosines. 
